The aim of the study is to determine the existing correlation between high-resolution 3D imaging technique obtained through Micro Computed Tomography (mCT) and histologicalhistomorphometric images to determine in vivo bone osteogenic behavior of bioceramic scaffolds. A Ca-Si-P scaffold ceramic doped and non-doped (control) with a natural demineralized bone matrix (DBM) were implanted in rabbit tibias for 1, 3, and 5 months. A progressive disorganization and disintegration of scaffolds and bone neoformation occurs, from the periphery to the center of the implants, without any differences between histomorphometric and radiological analysis. However, significant differences (p < 0.05) between DMB-doped and non-doped materials where only detected through mathematical analysis of mCT. In this way, average attenuation coefficient for DMB-doped decreased from 0.99 ± 0.23 Hounsfield Unit (HU) (3 months) to 0.86 ± 0.32 HU (5 months). Average values for non-doped decreased from 0.86 ± 0.25 HU (3 months) to 0.66 ± 0.33 HU. Combination of radiological analysis and mathematical mCT seems to provide an adequate in vivo analysis of bone-implanted biomaterials after surgery, obtaining similar results to the one provided by histomorphometric analysis. Mathematical analysis of Computed Tomography (CT) would allow the conducting of long-term duration in vivo studies, without the need for animal sacrifice, and the subsequent reduction in variability.
Introduction
Imaging techniques have contributed to some of the most significant advances in biomedicine, and this trend is accelerating [1] . Development of image-capture techniques has required parallel advances in image processing and characterization, being consolidated as a specific research discipline in biomedicine. Digital image processing and analysis are aimed to develop methods of information extraction from images generated by different capture techniques, as well as to integrate the information obtained [2] .
Compare to others, Computed Tomography (CT) offers the best radiographic method for morphological and qualitative analysis of bone and solid structures [3] . The images obtained through CT are the result of a volumetric decomposition of the body in units or voxels. From each voxel, a data set of attenuation coefficients is extracted, being known as "raw data". This volumetric set of raw data is mathematically reconstructed (iterative reconstruction, filtered retro projection algorithms) to obtain a pixelated image [4, 5] .
Strongly related to the size/number of voxels, and to the resolution of the acquisition system, the reconstruction from a volumetric object in a pixelated and multiplanar image is associated with the loss of data, as well as to the introduction of errors. In this way, despite presenting different attenuation coefficient, data contained in a voxel would contribute to the final pixel conformation [5] . Apart from the previously explained sources of miss information, the interpretation of radiological images is associated with other problems. At this respect, Garland (1949) [6] warned the scientific community about the error inherent in the radiological interpretation. Among the frequent mistakes identified during imaging analysis, perceptual errors or miss evaluation of images with a limited interpretive value are included [7] . Alternatively, cognitive errors of interpretation have been also described as frequent [8] . Work overload and environment factors are also decisive in radiological interpretation as, among others, they determine staff fatigue or eyestrain [9] . To reduce errors and false negative rates of image interpretation, a computer-assisted detection (CAD) program has been developed. CAD is software to analyze digital data set of the images, and estimate the probability of a specific disease based on algorithms developed to identify structural distortions. So far it has been used on mammographic studies but with limited results [10, 11] .
New strategies in the management of bone lesions include the implantation of porous biomaterial scaffolds. These biomaterials can enhance bone healing capacity and favor new bone formation when it is comprised (for instance: lack of vascularization, infections, lack of mechanical stability, or tissue loss) [12] . Histomorphometry and Micro Computed Tomography (mCT) proved to be dominant imaging techniques in the preclinical evaluation of cortical and medullary bone structure. These techniques enable the measurement and the assessment of in vivo bone formation and resorption. By using the mCT, either the anatomic correlation in 2D or the spatial bone microstructure in 3D can be analyzed [13, 14] . Algorithmic studies have been conducted to ensure the greatest correspondence in the correlation between the image obtained by mCT and the one obtained by histology [12, 15] . The development of a standardized method based on raw-data analysis would contribute to non-destructively quantify the formation of new bone tissue at the periphery and within the implanted biomaterial, reducing the variability associated with CT image processing and its interpretation.
The aim of the study is to determine the possible role of a global imaging analysis, which includes imaging descriptive analysis, mCT raw-data mathematical analysis, and histomorphometric analysis in order to objectively elucidate the osteogenic behavior observed after implant porous biomaterial scaffolds in tibias from New Zealand rabbits as preclinical model.
Materials and Methods

Porous Scaffold Implants Composition and Fabrication
Porous scaffolds were produced by partial sintering method [16] [17] [18] [19] . Laboratory previously synthesized tricalcium phosphate (Ca3(PO4)2) [TCP] and dicalcium silicate (Ca2SiO4) [C2S] were used as raw materials [20, 21] . C2S (45% wt.) and TCP (55% wt.) were attrition-milled in isopropyl media, dried (60°C overnight), isostatically pressed (200 MPa) and heated inside platinum crucibles for 2h to 1000°C. Homogeneous bars were obtained after being grounded, pressed and reheated (1300°C, 24h). One part of the material was grounded to obtain a coarse fraction powder of ~1-2 mm particle size, whereas the other part was milled to ~2 µm. Scaffold implants were obtained after mixing 90% of 1-2 mm coarse fraction powder with 10% of 2 µm particles, using polyvinyl acetate (10%) as binder. Mixture was then heated to 1170° for 2 h, allowing cooling to room temperature inside furnace for 24 h. Finally, cylinders (height = 6 mm; diameter = 4.5 mm) were cut and sterilized by means of hydrogen peroxide gas-plasma (Sterrad® 100S, Germany) at low temperature ( Figure 1A) .
After sterilization, 60% of scaffolds were immersed in 231.3 ± 1.35 mg of Demineralized Bone Matrix Gel (DBM-gel, labeled as DMB-doped)) Activagen® (Bioteck, Arcugnano, Italy) for 3 minutes. Each scaffold was weighed to ensure an impregnated amount of DBM of 79.06 ± 0.47 mg. DBM is being defined as osteogenic inductor, promoting a rapid vascularization and osteoblast differentiation [22] . The remaining 40% of pellets were untreated (labeled as non-doped). 
Animal Selection and Conditioning
Fifteen New Zealand white rabbits were included in this study. Inclusion criteria were: pathogen-free male, with an initial weight of 3.500-4.000 g and aged 26-28 weeks to ensure skeletal maturity and physical closure [23, 24] . Ethical approval for the experiment was obtained from the Ethics Committee in Animal Research of the University of Murcia (A13150102). Before the experimental stage, each animal was housed individually for 5 days, under the optimal vivarium conditions for the detailed specie (temperature, light/darkness cycle, maximum noise, and relative humidity). These conditions are legally established by the EU Directive/63/2010 and by the Spanish Royal Decree 53/2013. During the entire study, animals received ad libitum food and water.
After conditioning, animals were randomly allocated into three groups (n = 5 each) in correspondence to three defined study periods (1, 3 and 5 months) respectively.
Scaffold Implantation: Anesthetic and Surgical Method
All surgical procedures were performed under rigorous aseptic conditions. Animal anesthesia and post-operative analgesia was performed following the previously established and approved protocol described by Ros-Tarraga et al. (2016) [25, 26] . Premedication and anesthesia was achieved with atropine sulfate (0.3 mg k -1 , im), chlorpromazine hydrochloride (10 mg k -1 , im), xylacine (0,25 mg k -1 , im) and ketamine hydrochloride (50 mg k -1 , im). Animals were treated with a prophylactic single dose of enrofloxacin (mg k -1 , im) (Virbac, Barcelona, Spain) to reduce the risk of surgical site infections.
Surgical surface was shaved, washed and sterilized with clorhexidine® (Bohm SA, Madrid, Spain) and povidone iodine 10% (Betadine™; Meda Pharma, Madrid, Spain). Sterile fenestrates adhesive drapes were used for delimitation of surgical area. A 1.5-2 mm long and deep skin incision was made at the proximal anteromedial metaphysis, in parallel to the right tibial shaft axis. Anterior tibial tuberosity was landmarked as surgical reference to minimize incisional variability. After dissection of fascia and periostium, a unicortical ~4.5 mm diameter bone defect was created with a surgical bone drill, coupled to a micromotor at low revolutions and continuous irrigation with saline solution. Bone medullar cavity was not invaded. Surgical defects were debrided and washed with physiological saline solution before being grafted with porous cylindrical implants as it has been shown in Figure 1B . Within each previously defined animal group, the DBM-doped: non-doped scaffold ratio implanted was 3:2. Surgical wound was sutured in anatomical layers with 3-0 Coated Vicryl® and 3-0 Vicryl rapide® (Johnson & Johnson Medical Devices & Diagnostics, New Brunswick, NJ, USA and covered by the application of a thin layer of NovecutanTM plastic dressing spray (Inibsa, Barcelona, Spain). Post-operative analgesia was assessed by the application of subcutaneous mepivacaine (1%) around the surgical wound and buprenorphine (0.3 mg k -1 , im, every 12 h for 4 days). After 4 days, individual analgesia was provided in case of pain symptoms, local swelling, or stress. After surgery, limb free movements were permitted. All animals used during the study survived and appeared to be in good health status.
Euthanasia and Samples Collection.
Three different sampling times were considering across the study (1, 3 and 5 months after surgery). For each sampling time, a group of animals (n = 5) was deeply sedated with a single dose of ketamine hydrochloride (50 mg k -1 , im) and euthanized by an intracardiac overdose of pentobarbital (Dolethal®, Lab Vetoquinal, Cedex, France). For each animal, right limb tibia was removed, cleaned of soft tissue and fixed in neutral buffered formalin (10%) ( Figure 1C ). Samples were stored at 4°C until analyses.
mCT Imaging Protocol and Descriptive Analysis.
The imaging study was performed using the Albira tri-modal preclinical-scanner (Bruker®, Massachusetts, USA). Fixed scanning parameters were 45 Kv, 0.2 mA, 0.05 mm voxels. From each sample, a set of 1000 axial projections of 0.05 mm thickness was obtained using a digital flat panel detector with 2400 x 2400 pixels and a 70 x 70 mm field of view (FoV). Tibial images were spatially reconstructed by the filtered back projection (FBP) algorithm, and Bone Mineral Density (BMD) in the implanted area was quantified in Hounsfield Unit (HU). With this purpose, a medical image data examiner (AMIDE, UCLA University, LA, USA) and online 3D image analysis software (Volview, mm 3, Inc) were used. Images were pre-descripted by two experienced radiologists (A and B), based on a double-blind visual analysis, evaluating evolution of implanted material along the study (preimplanted material and 1, 3 and 5 months after surgery). Final report was concluded by consensus among A and B. To homogenize image description, the visual analysis was centered on the following items: (1) loss of homogeneity of implanted material with respect to the pre-implanted one; (2) loss of implant contour sharpness in relation to the peripheric tissue; (3) presence of neoformed bone trabeculations inside the implanted biomaterial; (4) dispersion of biomaterial in the peripheric tissue; (5) neoformed trabeculations between implant surface and adjacent cortical bone. Figure 2 shows the mCT and 3D mCT images evaluated by radiologists. 
Mathematical Processing of mCT Raw Data.
Selection and mathematical study of raw data was conducted at the Biostatistics Department of San Antonio Catholic University (Murcia, Spain). With this purpose, three regions of interest (ROIs) were selected by consensus (Figure 3 ), according to the following criteria: (A) implanted biomaterial (4 x 4 mm 3 cylindrical ROI) to evaluate implant resorption, degradation or integration by bone tissue; (B) implanted biomaterial and peripheral corticomedullar bone (10 x 10 x 10 mm cubical ROI) to assess the dispersion undergone by biomaterial fragments within the peripheral host bone; (C) surgically unaltered cortical bone distanced from the implanted area (3 x 3 mm cylindrical ROI) to determine the spontaneous evolution of unaltered cortical bone, as control measurement and yardstick of analysis. In parallel, two unimplanted porous scaffolds cylinders were analyzed as basal values, being represented as time 0 in the study.
From each ROI and sample, raw data were obtained after voxel selection. According to the basal values obtained, and with the aim of analyzing the interactions between porous scaffold implants and bone tissue, voxels with average values > +1.10 HU were preselected as implanted material from cubical ROI (10 x 10 x 10). In the same way, outranged voxels representing medullar/cortical bone or soft tissue were suppressed. Based on this selection, material dispersion was estimated as follows: A "center of mass" of the whole piece was calculated, determining the mean distance from each preselected voxel to this center. This mathematical study makes it possible to analyze the time evolution of variability in voxel standardized attenuation coefficients (HU), as well as to quantify how much biomaterial had dispersed within the peripheral host bone.
To visually clarify the effect of time on scaffold resorption and dispersion values per each group of implants (DBM-doped and non-doped), trend lines have been added. It must be taken into account that pre-implanted scaffolds were excluded for trend-line adjustment, as resorption and dispersion were not possible.
ROIs selection and raw data were obtained with Albira CT software (Bruker®, Massachusetts, USA), in conjunction with Volview software (Kitware Inc), and Medical Image Data Analysis software (AMIDE, UCLA University, LA, USA). 
Histological and Histomorphometric Study.
Samples were cross-sectioned perpendicular to the longitudinal axis of tibia with an electric circular saw ( Figure 4A ). Pieces of 3-4 mm thickness were fixed in neutral buffered formalin (10% formalin in 0.08 M sodium phosphate, pH 7.4) for 48 h and decalcified by the addition of hydrochloride acid (Osteomoll®, Merck Chemical, Darmstadt, Germany). Samples were subsequently dehydrated in alcohol and embedded in paraffin. Histologic and histomorphometric analysis was performed in hematoxylin-eosin stained sections of 4 µm thicknesses. A panoramic histological image (low magnification, x5.4) of implanted area in each section was obtained ( Figure  4B ) using a Leica Z6 Apo macroscope (Leica Microsystems, Barcelona, Spain), connected to a Leica CDC500 digital camera and image-capture software (Leica Application Suite). Equipment was provided by the Image Analysis Service of the University of Murcia, Spain (SAI-UMU).
Total implanted area surface (TIS) was calculated, and consecutives microscopic fields were captured under x50 magnification ( Figure 4C ). Magnified images were obtained by a bright-field Zeiss Axio Scope A.1 optical microscope (Carl Zeiss, Jenna, Germany), connected to a digital camera (AxioCam IcC3, Carl Zeiss). Equipment was supplied by Pathology Platform of "Instituto Murciano de Investigación Biosanitaria Virgen de la Arrixaca" (IMIB-Arrixaca), Murcia, Spain. As it can be seen in Figure 5 , from each 50x field, 4 identifiable components were analyzed: (1) Floury and acidophilic material, identified as "non-absorbed implanted material"; (2) "neoformed bone tissue"; (3) "connective tissue"; (4) floury and basophilic material, located between components 1 and 2, named "unidentifiable material". For components 2, 3 and 4, the surface area was outlined manually using AxioVision rel. 4.8 (Zeiss, Canada) software. To calculate "non-absorbed-implanted material" surface area, the following formula was used:
With the aim of an accurate quantification of each component surface extension, the morphometric analysis was repeated on three different levels per sample (inter-level distance 300 µm). 
Statistical Analysis.
Statistical analysis was performed using R software v.3.2.3. A previous statistical descriptive analysis was performed to data characterization. Raw data were mathematically processed using a linear regression analysis, which simultaneously included 14,153 points from all the pieces. Linear regression was aimed to detect significant relations (p < 0.05) between the average HU of each ROI. As variables, the analysis included: Area location (ROIs), implant composition (DBM-doped or nondoped) and sampling time (non-implanted materials (0), 1, 3 and 5 months). In addition, biomaterial dispersion was analyzed with a to interpretative mathematical study of the biomaterial's HU values respect the center of mass, establishing its evolution across the study (1, 3 and 5 months) regardless if it is DBM-doped or non-doped Regarding Histological and Histomorphometric study, a Mann-Whitney non-parametric test was performed. Statistically significant differences (*p < 0.05, **p < 0.05) between each previously defined component (1, 2, 3 and 4) in relation to time of sampling (non-implanted material (0), 1, 3 and 5 months) were analyzed.
Results
Descriptive Analysis of mCT Images.
mCT images were pre-evaluated by a double-blind interpretation. Final report was issued by consensus based on the previously described procedure. As can be seen on Figure 2A , when mCT images where visually analyzed, both radiologist A and B, concluded that during the 5-month study period, implanted material underwent progressive dispersion into the host bone medulla after matrix disaggregation and disintegration.
According to the final report, when 1-, 3-, and 5-months 3D mCT images ( Figure 2B ) were visually compared, a progressive disintegration and disorganization of initial implant morphology (from a compact cylindrical block to a fragmented and porous mass) as well as a neoformation of bone tissue were descripted. These findings were more noticeable and earlier detected at the periphery than at the central portion of implanted material. Consensuated descriptional analysis of mCT and 3D mCT images was not able to distinguish differences between the behavior of DMBdoped and no-doped implants across the study period.
Previously, explained findings in descriptive analysis of mCT and 3D mCT ( Figure 2 ) were related to an increment in biomaterial porosity, as well as to the dispersion of implant fragments. This fragmentation seems to be more evident at the scaffold periphery, allowing neoformation of trabecular bone both inside the implanted material and around its surface.
mCT Raw-Data Analysis
The evolution of scaffold during the study period (pre-implanted material, 1, 3 and 5 months after surgery) was analyzed in the defined cylindrical 4x4mm ROIs, which contained the implanted material (> + 1.10 HU). As can be seen in Figure 6A , a significant relation (p < 0.05) was defined in each selected ROI between the average standardized attenuation coefficient (average HU value) and time, accompanied by an increment in voxels HU variability. This relation has been represented by the adjusted trend lines per each group of implants (DBM-doped and non-doped), which suggest a time-dependent decrease of average HU values. To be concrete, pre-implanted scaffolds showed an average attenuation coefficient of 1.13 ± 0.18 HU. Three months after surgery, the attenuation coefficient decreased to average values of 0.99 ± 0.23 HU (DBM-doped scaffolds) and 0.86 ± 0.25 HU (non-doped scaffolds). Five-month attenuation coefficients reached minimum values of 0.86 ± 0.32 HU (DBM-doped scaffolds) and 0.66 ± 0.33 HU (non-doped scaffolds). As can be deduced from these results, DBM-doped scaffolds showed a more gradual decrease of average HU values than nondoped implants, resulting in significant differences (p < 0.05) between both groups average values.
Biomaterial dispersion in peripheral tissue was analyzed selecting cubical ROIs (10 x 10 x 10 mm 3 ) and a > + 1.10 HU window. As can be seen in Figure 6B , the variation of global distance (mm) of selected voxels with respect to the center of mass of implanted material, increased at a rate of ~ 0.16 mm per month, from the beginning (1 month) to the end (5 months) of post-surgical period analyzed. The dispersion value increment between different stages of study were statistically significant (p < 0.05); however, no differences were found between DBM-doped and no-doped implants.
As control measurement, the average standardized attenuation coefficient in surgically unaltered cortical bone (0.50-1.00 HU window) was analyzed in cylindrical ROI (3 x 3 mm 3 ) . According to the results obtained, average unaltered cortical HU values remained stable across the study (0.83 ± 0.12 HU), with no significant differences between different sampling times (1, 3 and 5 months after surgery). 
Histological and Histomorphometrical Results.
According to Figure 7A , there was a good visual correspondence between mCT images and histological preparations. Implanted scaffolds were degraded and resorbed during the time of study, being transformed into fragments which were smaller at the periphery and larger at the central portion of the implant. When the sites between remaining scaffold fragments were histologically analyzed (Figure 7 B,C) , it consisted of osteogenic tissue (fibroblasts, osteoclasts and osteoblast, surrounded by extracellular matrix) with signs of active angiogenesis. In parallel to bone tissue increment, a significant progressive reduction in surface of implanted material ( Figure 8A ) and basophilic component surrounding neoformed bone tissue (unidentifiable material) ( Figure 8D ) can be described. Regarding implanted material, its surface decreased from 27.21 ± 5.28 mm 2 (non-doped) and 26.92 ± 4.19 mm 2 (DBM-doped), to 15.88 ± 5.01 mm 2 (non-doped) and 16.52 ± 3.28 mm 2 (DBM-doped) 5 months post-surgery. Similar behavior was described for unidentifiable material surface, decreasing from 1.75 ± 0.90 mm 2 (non-doped) and 1.64 ± 0.46 mm 2 DBM-doped) at 1 month, to a final value of 0.30 ± 0.29 mm 2 (non-doped) and 0.36 ± 0.23 mm 2 (DBMdoped) 5 months post-surgery.
When the post-surgery evolution of surface occupied by connective tissue was analyzed ( Figure 8C ), significant differences were found between 1 month (1.10 ± 0.75 and 1.22 ± 0.41 mm 2 , non-doped and DBM-doped respectively) and 3 months (1.63 ± 0.92 and 1.78 ± 0.71 mm 2 , non-doped and DBM-doped material respectively). However, at 5 months after surgery, connective tissue decreased to 0.43 ± 0.29 mm 2 (non-doped) and 0.68 ± 0.26 mm 2 (DBM-doped). Five-month results, were statistically significant (p < 0.005) only when compared to DBM-doped implanted materials at 1 and 3 months after surgery. After the analysis of the effect of scaffold composition (non-doped and DBM-doped material), no statistical differences were found for each time considered in the study (1, 3 and 5 months after surgery). Despite this fact, when average values for each material after 5 months were compared, DBM-doped scaffolds resulted in an average lower reduction of connective tissue ( Figure 8C ) and a lower bone tissue formation ( Figure 8B ), than the average values obtained for non-doped implant. Differences in average values between DBM-doped and non-doped materials, were less noticeable for the evolution of surface area of residual implanted material ( Figure 8A ) and unidentifiable material ( Figure 8D) , than for the evolution of connective tissue and bone tissue formation.
Discussion
As has been widely described, bone repair process consists of (1) the recruitment of mesenchymal cells, which differentiates into fibroblast and osteogenic cells, (2) extracellular chondroid matrix formation, and (3) mineralization/chondroid matrix resorption [27] . Current bone tissue engineering includes the implantation of porous calcium phosphate and silicate scaffolds. Their presence induces a response similar to the one described for bone remodeling [28] [29] [30] [31] [32] . It has been described that when porous scaffolds are implanted, they are progressively resorbed and substituted by neoformed bone tissue. These process follows a concentric evolution, from the periphery to the center of the implanted material [33] [34] [35] . The results of this work agree with this process. After implantation, scaffolds were progressively degraded from 1 to 5 months after surgery. This degradation commenced at the periphery of the implanted material and advanced to its nucleus. Consensuated descriptive analysis of 3D mCT was able to describe this process as a progressive disintegration and disorganization of scaffold initial morphology, accompanied by the neoformation of bone tissue. However, descriptive analysis was not able neither, to detect the evolution of the connective matrix, nor quantify the time evolution of scaffold degradation and dispersion/bone neoformation. To clarify these issues, it was necessary to resort to histomorphometric and mCT rawdata analysis. The need to compliment the mCT results with other techniques for in vivo time scaffold evolution can be noticed in the previously published bibliography [30, 36] including mathematical image analysis, histological macro and microscopic analysis, or design of specific algorithm for mCT data analysis.
As it has been explained, raw-data analysis showed that scaffold dispersion took place at a rate of ~ 0.16 mm per month. This material dispersion reflects the implanted material degradation. Considering a total scaffold surface area of 116.63 mm 2 , and according to histomorphometric results, implant surface showed an approximate time-dependent degradation of 12%-24% after 5 months post-implantation. These results can be partially compared to those showed by Sweedy et al. (2017) [22] , who defined a scaffold resorption ratio of 22.16 ± 3.3%-31.66 ± 6.8% for a 6 weeks study period using Swiss Alpine sheep. However, it must be taken into account that this resorption ratio not only depends on animal species, but also is affected by scaffold porous size, implant composition or scaffold total size [37] [38] [39] . Furthermore, Bohner et al. (2017) [21] described that scaffold resorption and bone/mineralized tissue formation is not a uniform process, with a rapid increase in the first 4-10 weeks followed by a slow decrease after 10-12 weeks post-implantation. Based in the previously exposed results, scaffold degradation was uniform during the 5-month post-surgery period. By contrast, bone tissue formation and extracellular matrix resorption of the physical characteristics of scaffolds (e.g., micro-and macropore diameter) were not set during this study, and the differences between both scaffolds in resorption/bone repair process evolution cannot be really discussed. Bohner et al. (2017) [21] concluded in their work that mineralized matrix and ulterior bone formation needed an interconnected porous net, with a pore size larger than 1-10 µm. This would mean that a previous scaffold degradation process is needed to provide a suitable structure for bone repair, explaining the progressive scaffold degradation and the initial slow extracellular matrix resorption and bone formation previously described.
Regarding scaffold composition, the treatment with DBM-doped did not result in significant differences between doped and non-doped implants. Only raw-data mathematical analysis was able to detect significant differences in scaffold HU average values across the study between both types of materials. In fact, doped materials resulted in a more gradual decrease of average HU than nodoped implants. These results could be due to a higher phagocytic and osteoclastic resorption when non-doped scaffolds were implanted. However, no significant differences were described when implant dispersion, extracellular matrix resorption and bone tissue formation were analyzed. DBMdoped is composed of lyophilized granules of collagen type I [12] . After implantation to bone defects, biomaterial is degraded by osteoclasts, leading to the release of protein factors which induces mesenchymal cells differentiation into osteoblasts [30, 31, 38, 40] . Shalash et al. (2013) [33] , published a 6-month study based on the comparison between the use of TCP alone, and TCP plus DBM, for maxillary alveolar ridges deficiencies regeneration before implants placement. According to this study, after 6 months, TCP plus DBM resulted in a higher bone formation and TCP resorption than TCP alone. As it has been previously exposed, implantation of non-doped biomaterial, resulted in a higher resorption of scaffolds with no differences in new bone formation. Although the reason for these results remains unclear, a possible explanation could be the early stimulation of osteoblasts differentiation when DBM is added, controlling resorptive activity of osteoclasts [41] . It must be taken into account that the study was performed over 5 months, and synthesis of new bone tissue seemed to be more active at the end of this period. To obtain significant differences in new bone formation between both materials (doped and non-doped), a longer study would be needed.
Beyond these results, it is important to point out that medical invasive techniques are being substituted by minimally or non-invasive alternatives. Recent advances in CT technology are contributing to this purpose. Clear examples can be found in CT angiography, which is a noninvasive alternative to classical coronary angiography [35, 36] . Applied to biomedical experimentation on animal models, improvement of imaging analysis techniques can replace invasive histological studies. This would lead to the refinement of experiments, due to the reduction of the number of animals needed, and to the continuous data collection without the need for animal sacrifice at intermediate experimental points [37] . Regarding in vivo assessment of bone quality and regeneration, preclinical research requires the combination of image and histomorphometric analysis [37] [38] [39] [40] . Against visual image analysis and volumetric estimation of average standardized X-ray attenuation coefficients, histology provides a direct method to assess the bone regeneration process at a macroscopic and microscopic level, without resolution or standardization limitations. However, histomorphometric analysis requires to foreseeing the sacrifice of different groups of animals during the experiment, preventing from a continuous study and increasing both intragroup variability and number of animals needed [40] [41] [42] . Mathematical analysis of CT raw data could help to refine preclinical assays in bone regeneration studies. Their mathematical analysis could improve research based on image analysis. Budán et al. (2018) [43] performed an experiment with rats to develop a new method for evaluation of bone regeneration. With this purpose, CT and single photon emission computed tomography (SPECT) with marked methyl diphosphonate (MDP) as tracer were combined. Based on the cubic voxel reconstruction and calculation of summarized absorbance of VOI after normalization of bone total X-ray attenuation, quantification of bone regeneration was performed through the bone opacity changes, as well as marked MDP activity. Despite normalization, authors declared that as raw data were visually compared, not enough information was provided for proper quantitative evaluation and significant statistical analysis, especially during the early period of the experiment. The mathematical analysis of raw data could help to could help avoid these limitations in the methodology.
Conclusions
Mathematical analysis of CT raw data is often used separately by researchers, with no connection to radiological studies. Nevertheless, an adequate exploration of raw data seems to provide an objective analysis of radiological image. The present study shows the necessity of combining both radiological imaging studies and mathematical analysis of CT raw data to perform an adequate in vivo analysis of implanted bone scaffold and its evolution after surgery. Furthermore, as the results obtained seem to be similar to the anatomopathological ones, mathematical analysis of CT raw data would allow the conducting of long-term duration in vivo studies, without the need for animal sacrifice and the subsequent reduction in variability.
The combination of imaging and mathematical analysis could be extended to other areas in radiology practice, allowing clinicians to obtain a more accurate and objective image description, as well as to quantify the evolution of lesions or implants, without having to resort to aggressive techniques such as biopsy. In this way, future studies would be needed to assess these applications, and standardize the mathematical analysis of raw data applied to the radiological practice. 
